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HPLC parameters

Column: Phenomenex Luna C8 (2) reverse
phase, 2.1 mm x 100 mm, 5 um particles
Column temperature: 40°C

Sample temperature: 4°C

Injection volume: 10 plL

Mobile phase A: water, 2 mM ammonium
formate, 50 mM formic acid

Mobile phase B: 95% acetonitrile/5% water, 2
mM ammonium formate, 50 mM formic acid
Flow rate: 0.4 mL/min

Run time: 17 min

Gradient:

Time (min) %A %B
0 70 30
8 10 90
11 10 90
11.5 70 30

17 70 30



MS/MS parameters

MS/MS system: ABSciex QTRAP 5500

lon source: Turbo Spray

lonization: electrospray ionization, positive ion
mode

Scan type: multiple-reaction monitoring
Curtain gas flow rate: 20 (arbitrary units)
Collision-activated dissociation: medium
Source temperature: 6500C

Gas 1 flow rate: 40 (arbitrary units)

Gas 2 flow rate: 60 (arbitrary units)

lon spray voltage: +4500 V

Exit potential: +6 V

Declustering potential: -+81 V

Entrance potential: +4.5V

Resolution Q1: Unit

Resolution Q3: Unit

MRM Period 1: 0-9 min; 493 scans per period
Total scan time: 0.29 sec per scan



Acquisition parameters:

Precurso Product Product dwell time o Exit

Analytes r ion ion 1 ion 2 Collision potential
(m/z) (m/z)*  (m/z)° (msec) energy (V) V)
AZA3 828.2 810.4 792.5 35 +55 +6
AZAl 824.2 824.4 806.3 35 +55 +6
AZA2 856.2 838.3 820.2 35 +55 +6

. used as quantitation transition
used as confirmation transition



Calibration method

A quadratic natural-log normalized calibration
curve (curve type Wagner), containing a
minimum of 6 points, is created for each target
analyte. The equation used is as follows:

Iny =a,(In x)? +a,(In x) +a,

The concentrations of the analytes (ng/g) in
the samples are calculated based on the LC-
MS/MS calibration standards for response
factor calibration curves.
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Batch MH3294 AZAs

analyzed 1/14/2016

Measured concentrations

sample # sample

138-1 WDOH low mussel

138-2 WDOH low mussel

138-3 WDOH low mussel - post spiked
138-4 WDOH low mussel - post spiked
138-5 field sample

138-6 field sample

% recovery of spiked samples

sample #

sample

138-3 PS

138-4 PS

WDOH low mussel - post spiked

WDOH low mussel - post spiked

AZA3 AZA1l AZA2
ug/100 g tissue ug/100 g tissue ug/100 g tissue
<1.0 <1.00 <0.94
<1.1 <1.00 <1.00
3.0 2.8 2.4
2.4 2.2 1.9
<1.00 <1.00 <1.00
<1.00 <1.00 <1.00
AZA3 AZAl AZA2
91% 84% 77%
74% 69% 63%



Batch MH3295 AZAs

analyzed 1/15/2016

Measured concentrations

sample #
138-7

138-8
138-9
138-10
138-11
138-12
138-13
138-14
138-7 PS
138-8 PS
138-9 PS
138-13 PS

sample

blank mussel

blank mussel

blank mussel

spiked WDOH low mussel
spiked WDOH low mussel
spiked WDOH low mussel
solvent blank

spiked solvent blank

WDOH low mussel - post spiked
WDOH low mussel - post spiked
WDOH low mussel - post spiked

solvent blank - post spiked

% recovery of spiked samples

sample #
138-10

138-11

138-12
138-7 PS
138-8 PS
138-9 PS
138-14
138-13 PS

sample
spiked WDOH low mussel

spiked WDOH low mussel
spiked WDOH low mussel
WDOH low mussel - post spiked
WDOH low mussel - post spiked
WDOH low mussel - post spiked

spiked solvent blank

solvent blank - post spiked

AZA3
pg/100 g tissue

<1.0
<1.0
<11
2.6
2.5
2.2
<1.0

2.3
2.7
2.7
2.3
2.4

76%
80%
77%
89%
86%
75%
75%
77%

AZA1
100 g tissue

<1.0
<1.0
<1.0
2.3
2.2
2.0
<1.0

2.2
2.5
2.4
21
2.5

69%
72%
72%
82%
78%
67%
71%
80%

AZA2
100
tissue

<0.95
<0.97
<0.97
1.8
1.7
1.7
<0.97

1.9
1.9
2.0
1.6
2.0

57%
60%
64%
67%
68%
56%
66%
69%



AZA LC/MSMS Matrix Effects Test 1
Analyzed 1/22/2016

% extract AZA 3 AZA 3 AZA1l AZA1l AZA 2 AZA 2
Sample Type by volume actual ng/mL % Accuracy actual ng/mL % Accuracy actual ng/mL % Accuracy
AZA T-1 blank mussel - post spiked  94% extract 3.144 78 3.12 73 3.12 70
AZA T-2 blank mussel - post spiked  47% extract 3.144 103 3.12 98 3.12 94
AZA T-3 blank mussel - post spiked  23.5% extract 3.144 109 3.12 98 3.12 94
AZA T-4 blank mussel - post spiked  80% extract 10.48 96 10.4 90 104 78
AZA T-5 blank mussel - post spiked  40% extract 10.48 109 10.4 98 104 89
AZA T-6 blank mussel - post spiked  20% extract 10.48 109 104 104 10.4 95
AZA T-7 blank mussel - post spiked  40% extract 5.24 113 5.2 102 5.2 93
AZA T-8 blank mussel - post spiked  20% extract 2.62 99 2.6 99 2.6 95
AZAT-9 spiked methanol 0% extract 3.14 116 3.12 108 3.12 103
AZA T-10 spiked methanol 0% extract 10.48 111 10.4 104 10.4 100

AZA T-11 spiked methanol 0% extract 5.24 114 5.2 112 5.2 108



Batch MH3309 AZAs

analyzed 3/3/2016

Measured concentrations

sample #

sample

138-15
138-16
138-17
138-18
138-19
138-20
138-21
138-22
138-23
138-24
138-25
138-26
138-15 PS
138-16 PS
138-17 PS
138-19 PS
138-21 PS
138-22 PS

solvent blank

solvent blank

Zero Mussel CRM

spiked Zero Mussel CRM
Zero Mussel CRM

spiked Zero Mussel CRM
WDOH low mussel

WDOH low mussel

Sequim Bay mussel 8/12/14
Sequim Bay mussel 8/19/14
spiked WDOH low mussel
spiked WDOH low mussel

solvent blank - post spiked

solvent blank - post spiked
Zero Mussel CRM - post spiked

Zero Mussel CRM - post spiked
WDOH low mussel - post spiked
WDOH low mussel - post spiked

AZA3

ug/100 g tissue

<0.16
<0.16
<0.16
0.26
<0.16
0.28
<0.15
<0.16
<0.16
<0.15
0.30
0.30

1.0
11
0.92
0.71
0.76
0.77

AZAl

ug/100 g tissue

<0.15
<0.15
<0.16
0.16
<0.15
0.17
<0.15
<0.16
<0.16
<0.15
0.26
0.27

11
0.95
0.49
0.49
0.64
0.69

AZA2

pg/100 g tissue

<0.14
<0.14
<0.15
0.18
<0.14
0.20
<0.14
<0.15
<0.15
<0.14
0.20
0.20

1.0
0.91
0.54
0.55
0.53
0.53



Batch MH3309 AZAs

analyzed 3/3/2016

% recovery of spiked samples

sample #

sample

138-18
138-20
138-25
138-26
138-18 0.5
138-200.5
138-250.5
138-26 0.5
138-15 PS
138-16 PS
138-17 PS
138-19 PS
138-21 PS

138-22 PS

spiked Zero Mussel CRM
spiked Zero Mussel CRM
spiked WDOH low mussel
spiked WDOH low mussel
spiked Zero Mussel CRM
spiked Zero Mussel CRM
spiked WDOH low mussel

spiked WDOH low mussel

solvent blank - post spiked

solvent blank - post spiked
Zero Mussel CRM - post spiked

Zero Mussel CRM - post spiked
WDOH low mussel - post spiked

WDOH low mussel - post spiked

AZA3
83%
89%
95%
99%
108%
108%
115%
102%
100%
102%
88%
69%
74%

73%

AZAL
51%
54%
83%
90%
77%
77%
103%
103%
103%
92%
47%
48%
63%

66%

AZA2
61%
68%
72%
72%
82%
82%
89%
89%
103%
94%
55%
57%
55%

54%



